Abstract: An efficient and practical method for the synthesis of 2,6-diaryl-4-oxo-N,N -di(pyridin-2 -yl)cyclohexane-1,1-dicarboxamide is described in this present study, which occurs through a double Michael addition reaction between diamide and various dibenzalacetones. The reaction was carried out in dichloromethane (DCM) in the presence of 1,8-diazabicyclo[5.4.0]undec-7-ene (DBU). The anticancer activities of the synthesized compounds were evaluated in several cancer cell lines, including MCF-7, MDA-MB-231, SAS, PC-3, HCT-116, HuH-7 and HepG2 cells. From these experiments, we determined that MDA-MB-231 was the most sensitive cancer cell line to the compounds 3c, 3e, 3d, 3j and 3l, which exhibited variable anticancer activities (3l [IC 50 = 5 ± 0.25 µM] > 3e [IC 50 = 5 ± 0.5 µM] > 3c [IC 50 = 7 ± 1.12 µM] > 3d [IC 50 = 18 ± 0.87 µM] > 3j [IC 50 = 45 ± 3 µM]). Of these, 3l (substituted p-trifluoromethylphenyl and chloropyridine) showed good potency (IC 50 = 6 ± 0.78 µM) against HCT-116 colorectal cancer cells and exhibited high toxicity against HuH-7 liver cancer cells (IC 50 = 4.5 ± 0.3 µM). These values were three times higher than the values reported for cisplatin (IC 50 of 8 ± 0.76 and 14.7 ± 0.5 µM against HCT-116 and HuH-7 cells, respectively). The highest α-glucosidase inhibitory activity was detected for the 3d, 3i and 3j compounds. The details of the binding mode of the active compounds were clarified by molecular docking studies.
Introduction
Several malonamide-based anticancer agents with promising cytotoxic activities have been identified from natural and synthetic sources [1, 2] . For instance, golvatinib (E-7050) is a clinical agent with dual inhibitory activity against c-Met and vascular endothelial growth factor receptor-2 (VEGFR-2) tyrosine kinases and is known to exhibit high antineoplastic potential [3] (Figure 1 ). BMS-777607, one of the malonamide-based molecules with Met inhibition activity, has entered phase II clinical trials [4] [5] [6] [7] . Chu et al. provided a malonamide-based small molecule I, which is thought to be effective as a selective κ optical receptor agonist [8] . Our research team recently developed several malonamide motifs as α-glucosidase inhibitory agents [9, 10] , which have moderate cytotoxicity against HeLa, H460, MCF-7 and 3T3 cell lines [9] .
Functionalized cyclohexanones that utilizes stereogenic centers as valuable building blocks are known to be present at the core of several natural products and drug candidates. Functionalized cyclohexanones are embedded in the antidepressant and dissociative anesthetic drugs Ketanest ® S [11] and Vasoxyl ® methoxamine (for the treatment of hypotension) [12] . These molecules possess antibacterial [13] , anticonvulsant [14] , antifungal and anticancer [15] properties. In general, cyclohexanone is a common scaffold in various bioactive heterocycles of medicinal interests, particularly those used for the treatment of asthma and central nervous system (CNS)-and chronic obstructive pulmonary diseases (COPD)-related diseases, due to its inhibitory activity against phosphodiesterase 4 (PDE4) [16, 17] .
As a continuation of our search for malonamide-based potent anticancer agents, in this present study, we demonstrate the preparation of a new library of malonamide-based compounds (3a-m) through the incorporation of important scaffolds, namely cyclohexanone and dicarboximide derivatives, in a single molecule and highlight their anticancer and α-glucosidase inhibitory activities. (VEGFR-2) tyrosine kinases and is known to exhibit high antineoplastic potential [3] (Figure 1 ). BMS-777607, one of the malonamide-based molecules with Met inhibition activity, has entered phase II clinical trials [4] [5] [6] [7] . Chu et al. provided a malonamide-based small molecule I, which is thought to be effective as a selective κ optical receptor agonist [8] . Our research team recently developed several malonamide motifs as α-glucosidase inhibitory agents [9, 10] , which have moderate cytotoxicity against HeLa, H460, MCF-7 and 3T3 cell lines [9] . Functionalized cyclohexanones that utilizes stereogenic centers as valuable building blocks are known to be present at the core of several natural products and drug candidates. Functionalized cyclohexanones are embedded in the antidepressant and dissociative anesthetic drugs Ketanest ® S [11] and Vasoxyl ® methoxamine (for the treatment of hypotension) [12] . These molecules possess antibacterial [13] , anticonvulsant [14] , antifungal and anticancer [15] properties. In general, cyclohexanone is a common scaffold in various bioactive heterocycles of medicinal interests, particularly those used for the treatment of asthma and central nervous system (CNS)-and chronic obstructive pulmonary diseases (COPD)-related diseases, due to its inhibitory activity against phosphodiesterase 4 (PDE4) [16, 17] .
As a continuation of our search for malonamide-based potent anticancer agents, in this present study, we demonstrate the preparation of a new library of malonamide-based compounds (3a-m) through the incorporation of important scaffolds, namely cyclohexanone and dicarboximide derivatives, in a single molecule and highlight their anticancer and α-glucosidase inhibitory activities. 
Results

Synthesis of 3a-m
Anticancer compounds incorporating 2,6-diaryl-4-oxo-N,N′-di(pyridin-2-yl)cyclohexane-1,1-dicarboxamide 3a-m via a double Michael addition reaction were prepared according to the previously described method [8, 9] . The reaction was carried out by mixing diamide 1a,b that was carrying an active methylene group with dienone 2a-m (Scheme 1, Table 1) in dichloromethane (DCM) at room temperature (24 °C) for 2-3 h. The process was carried out in the presence of DBU (1,8-Diazabicyclo [5.4 .0]undec-7-ene) to obtain the final compound 3a-m at an acceptable yield (33-89%). The chemical structures of the Michael-adducts were deduced with infrared (IR) spectroscopy, mass spectrometry (MS), 1 H-nuclear magnetic resonance (NMR), 13 C-NMR and elemental analysis (CHN). 
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Biological Activities
Anticancer Activity
To evaluate the anticancer activity of the 13 newly synthesized compounds, we screened their activities at a concentration of 50 µM against seven cancer cell lines, including breast cancer (positive and negative [MDA-MB-231] for estrogen receptor expression), tongue carcinoma (SAS), prostate cancer (PC-3), colorectal cancer (HCT-116) and liver cancer (HuH-7 and HepG2) cell lines. The results revealed that only five compounds (3c, 3d, 3e, 3k and 3l) showed different levels of anticancer activities ( Table 2 ). The 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay was performed to determine the concentration of the active compounds needed to kill 50% of cells. The results revealed that the compound 3c (substituted p-chlorophenyl) killed 50% of ER-negative breast cancer cells (IC 50 = 7 ± 1.12 µM) and HepG2 (IC 50 = 8 ± 0.89 µM) at concentrations lower than that of the common chemotherapeutic drug cisplatin (IC 50 = 15 ± 0.71 and 10 ± 0.65 µM against ER-negative breast cancer cells and HepG2, respectively). Furthermore, the anticancer activities of the compounds 3e (substituted p-bromophenyl, IC 50 = 5 ± 0.5 µM) and 3l (substituted p-trifluoromethylphenyl and chloropyridine, IC 50 = 5 ± 0.25 µM) were stronger than the activity of cisplatin (IC 50 = 15 ± 0.71 µM) against MDA-MB-231 cells. The compounds 3c, 3e and 3l also exhibited moderate anticancer activities against the ER-positive MCF-7 cell lines (IC 50 = 10 ± 0.62, 12 ± 0.54 and 18 ± 1.71 µM, respectively). Only two compounds (3c and 3l) exhibited moderate anticancer activities against the tongue carcinoma cell line (SAS, IC 50 = 15 ± 1.3 and 9 ± 0.38 µM, respectively). Of these molecules, the compound 3l (substituted p-trifluoromethylphenyl and chloropyridine) showed good potency (IC 50 = 6 ± 0.78 µM) against HCT-116 colorectal cancer cells and exhibited high efficacy against HuH-7 liver cancer cells (IC 50 = 4.5 ± 0.3 µM). These values were three times higher than the values reported for cisplatin (IC 50 of 8 ± 0.76 and 14.7 ± 0.5 µM against HCT-116 and HuH-7 cells, respectively) ( Table 2) . 
α-Glucosidase Inhibitory Activity
The synthesized compounds were screened for their ability to inhibit α-glucosidase activity and the results are summarized in Table 3 . Among all the compounds, 3d, 3i and 3j exhibited excellent α-glucosidase inhibitory activities while the rest of the compounds were inactive.
However, the compound 3j (substituted furan and chloropyridine moieties) showed the highest α-glucosidase inhibitory activity with an IC 50 value of 124.24 ± 0.16 µmol/L, followed by the compounds 3d (substituted 2,4-dichlorobenzene and pyridine moieties; IC 50 of 148.18 ± 3.02 µmol/L) and 3i (substituted thiophene and chloropyridine moieties; IC 50 of 418.21 ± 1.02 µmol/L). Acarbose was used as a standard control (IC 50 = 32.71 ± 1.17 µmol/L). 
Molecular Docking Study
As evident from the data represented in Table 1 , the synthesized compounds exhibited diversity in their anticancer activities and only compounds 3l, 3c and 3e exerted strong anticancer activities. We subsequently investigated the protein that interacts with these three compounds in a unique binding mode and exhibits strong binding interactions in a manner different from those with the inactive analogues. Docking procedures were performed in the presence of different proteins, including tyrosine kinase (ID: 3F82 [6] , mammalian target of rapamycin (mTOR; ID: 4JSV) [18] , epidermal growth factor receptor (EGFR; ID: 1M17) [19] and extracellular signal-regulated kinase (ERK; ID: 2OJG) [20] and 2OJJ [20] [21] [22] [23] .
We found that the active compounds docked well with EGFR and showed a specific strong interaction pattern. The compound 3l formed HB (acceptor) with the oxygen of amidic carbonyl of the amino acid residue Gly 772 AA, (Figure 2A ). This amino acid interacts with the standard erlotinib in a non-HB manner [19] . Both the compounds 3e and 3c showed similar behavior in terms of binding mode and docking pose with the receptor through hydrophobic-hydrophobic interactions ( Figure 2B 
We found that the active compounds docked well with EGFR and showed a specific strong interaction pattern. The compound 3l formed HB (acceptor) with the oxygen of amidic carbonyl of the amino acid residue Gly 772 AA, (Figure 2A ). This amino acid interacts with the standard erlotinib in a non-HB manner [19] . Both the compounds 3e and 3c showed similar behavior in terms of binding mode and docking pose with the receptor through hydrophobic-hydrophobic interactions ( Figure  2B ). The inactive analogs, such as the compound 3m, showed a different binding interaction in comparison to 3c and 3e. 
Structure-Activity Relationship (SAR)
The reason underlying the potent activity of only those three compounds was further investigated. The analysis showed that there is a similarity in the three-dimensional shape and electrostatic potential of those three compounds [24] . Shape similarity (3D similarity) is considered to be a fundamental descriptor for computational drug discovery and is an important characteristic to correctly model and accurately understand the protein-ligand interaction. The shape provides information on neighborhood behavior and the high similarity in shape is reflective of the consistent biological properties [25] .
The final compounds contained four aromatic rings as the substituents of the cyclohexanone ring (3, 4, 4, 5), which indicates its highly lipophilic nature that may facilitate the efflux of drugs outside the cells and subsequently decrease the activity.
Based on the docking results for all final compounds, it was found that the pyridine carboxamides and the para-substituent in the phenyl ring linked to the cyclohexanone ring determine the geometry of each compound (3D structure) and reflect the orientation of each scaffold in the side of the receptor clefts. The presence of the dipyridine carboxamide skeleton is essential for the activity of the compound. The substitution of pyridine ring is not important, while the para-substitution with an electron-withdrawing group (except fluorine) on the aromatic moiety is essential.
Materials and Methods
Experimental
General procedure (GP): Dienones 2a-m (0.25 mmol) and diamide 1a or 1b (74 mg, 0.25 mmol) were dissolved in 10 mL of dry CH 2 Cl 2 in a 25 mL round bottom flask. DBU (3 eq, 114 mg, 0.75 mmol) was added to the reaction, which was subsequently stirred for 2-3 h. After the reaction was completed as determined by TLC, the crude material was subjected to column chromatography using ethyl acetate/n-hexane (2:3) to give the desired compounds 3a-m. 
4-Oxo
Anticancer Activity
Cell Lines and Drugs
The cytotoxic activity of the new synthesized compounds was tested in different mammalian cancer cells, breast cancer (+ve ER) (MCF-7), breast cancer (−ve ER) (MDA-MB-231), tongue (oral cancer) (SAS), prostate cancer (PC-3), colorectal cancer (HCT-116) and hepatocellular carcinoma (HuH-7 and HepG-2). The cell lines were obtained from the American Type Culture Collection (ATCC). The cells were cultivated at 37 • C and 5% CO 2 in DMEM (Lonza) medium supplemented with 10% fetal bovine serum (Lonza), 100 IU/mLpenicillin and 100 µg/mL streptomycin (Lonza). Cisplatin was used as a positive control and was obtained from Sigma-Aldrich. The synthesized compounds were solubilized in DMSO and stored at −20 • C. For the initial screening, 0.5% crystal violet was used [21] . The viability of the cells were determined by using the MTT reagent [22, 23] .
Cytotoxicity Assay
"The cells were seeded in a 96-well plate and serial dilutions of the tested compounds or cisplatin was added after overnight incubation of the cells at 37 • C and 5% CO 2 . DMSO was used as a negative control (0.1%). After that, MTT (5 mg/mL PBS) was added after 48 hours of incubation. The formazan crystals were solubilized by the acidified SDS solution. The absorbance was recorded at 570 nm by Biotech ELx-800™ plate reader (Winooski, VT, USA). The viability assay was performed 3 times and the standard deviation was determined (±). IC 50 was calculated as the concentration that causes 50% inhibition of cell growth. The selectivity index was calculated as previously reported" [26, 27] .
α-Glucosidase Inhibitory Assay
"Certain aliquots (40 µL) of compounds (prepared in 50% DMSO and 50% water) at different concentrations (3-500 µg/mL) were pre-incubated with a potassium phosphate buffer (80 µL, pH 6.8), containing 67 mM potassium phosphate and 2.0 unit/ml α-glucosidase in a 96-well plate for 10 min. After that, 40 µL of 5 mM p-nitrophenyl-α-D-glucopyranoside solution (p-NPG) in potassium phosphate buffer was added into the mixture and incubated for another 10 min. After incubation, 100 mM Na 2 CO 3 (60 µL) was added into the mixture to terminate the reaction and the absorbance of the mixture was measured at a wavelength of 415 nm. The experiment was also carried out using a standard inhibitor, namely acarbose (positive control). The concentration resulting in 50% inhibition of α-glucosidase activity (IC 50 ) was determined by using GraphPad Prism 5 statistical package (GraphPad ® Software Inc., San Diego, CA, USA). All data were expressed as means ± standard deviations of triplicate determinations" [28] .
Molecular Docking Study
The docking studies were performed using the OpenEye Modeling software (License 2018-2019, OpenEye Scientific, NM, USA) [29] [30] [31] . A virtual library of the target compounds was used and their energies were minimized using the MMFF94 force field, followed by the generation of multi-conformers using the OMEGA application. The whole library of minimized energy values was used to dock an appropriate target according to the reported crystalized standard. The receptor PDB files for EGFR were downloaded from the Protein Data Bank (PDB:ID: 1M17). Both the ligand input file and the receptor input file were used as the input into FRED to perform the molecular docking simulations. Multiple scoring functions were employed to predict the energy profile of the ligand-receptor complex. The VIDA application was employed as a visualization tool to show the pose of the ligands and the potential binding interactions of the ligands to the receptor of interest.
Conclusions
The present study mainly focuses on the synthesis of a new series of pyridine-dicarboximidecyclohexanone-based chemical entities with improved anticancer activities. This new series was obtained via the DBU basic system, which exerts significant effects by promoting the Michael addition reaction. The synthesized compounds were screened against different cancer cell lines and were evaluated for their α-glucosidase inhibitory activities. Consequently, the compounds 3c, 3e and 3l showed the most promising anticancer activities against different cancer cell lines. Thus, further studies are warranted to evaluate the underlying mechanism. 
